(b) Omit electron density map at 4.0 Å resolution, contoured at 3.5σ above the mean, is shown for omitting 5caC. The residues surrounding the 5caC are shown.
(c) The active site adopted from PDB 3UO7, a structure determined by the diffraction patterns exhibited strong anisotropy between 3 and 4 Å resolutions (17). We suggest that rotating the side chain χ2 torsion angle of Asn191 would allow the side chain amino group to form a hydrogen bond with the proton-deficit N3 atom of 5caC. and SDS-PAGE gel showed the purified recombinant TDG wild type and mutants used in this study (bottom panel).
Supplementary
(c) The hydroxyl group of 5hmU forms a hydrogen bond with the main chain amide nitrogen of Gly142 (in blue) and water-mediated contacts with Ala145 (in green and further away from the reader) and the 5' phosphate group of the abasic site.
(d) A 5caC base can be modeled into the same binding site with an optimum hydrogen bond between the main chain amide nitrogen atom (NH) and the proton-deficit ring N3 atom.
Rotating the side chain χ2 torsion angle of Asn191 would allow the side chain carbonyl oxygen atom to form a hydrogen bond with the N4 amino group (NH 2 ) of 5caC. We followed the published purification procedure of ROS1 (47) with some modifications. Briefly, the full-length ROS1 (1393 residues) was expressed in BL21(DE3) dcm − Codon Plus cells (Stratagene) as a 6xHis fusion in a pET28a vector (Novagen). A 1 ml aliquot of the overnight culture was inoculated into 1 L of Luria-Bertani medium containing kanamycin (50 µg/ml) and chloramphenicol (25 µg/ml), and incubated at 37 °C, 250 rpm, until OD 600 of approximately 0.1. The temperature was then lowered to 23 °C, and incubation continued at 250 rpm for approximately 90 min before adding 5 mM betaine, 5 mM Na-glutamate and 500 mM NaCl. When OD 600 reached 0.7, protein expression was induced for 2 h with 1 mM isopropyl-1-thio-β-d-galactopyranoside. The stored pellet was thawed and re-suspended in the buffer (20 mM Tris-HCl pH 8.0, 500 mM NaCl, 5 % glycerol and 1 mM dithiothreitol) with 5 mM imidazole.
Cells were lysed by sonication (10 min: 1 s on and 3 s off), and the lysate was clarified by centrifugation. The fusion protein was isolated on a nickel-charged HisTrap HP affinity column after two washes (150 ml with 5 mM imidazole and 50 ml with 100 mM imidazole, respectively) and eluted by 15 ml of 300 mM imidazole. The protein was loaded onto tandem HiTrap Q column and HiTrap SP column in the same buffer with 500 mM NaCl and eluted from HiTrap-SP column in a 30-ml step elution in the presence of 800 mM NaCl. Protein concentration was estimated by coomassie staining using Bovine Serum Albumin (BSA) as standard.
